. d) Fully cross-linked gelatin extruded into clumpy, inhomogeneous filaments while 30 °C were smooth and homogeneous. 10% gelatin at 4 °C (fully cross-linked) extruded from a 300 µm diameter nozzle at 2 bar pressure. Scale bar: 500 µm. Inset: magnified view of gel strand. Unlike partially cross-linked gelatin 30 °C, extrusion was very slow and was not continuous. Resulting strands were clumpy and roughly textured. Also unlike 30 °C gelatin, fully cross-linked gelatin was not able to be extruded from a 100 µm nozzle (up to a maximum pressure of 6 bar). Extrusion from a 200 µm nozzle was considered too slow for practical 3D printing.
) Light microscopy images of follicle seeded in 60° advancing angle scaffold pore corner. HMGB1 is expressed in stroma cells in the ovary. h) Western blot analysis identified HMGB1 protein expression in mouse ovarian lysate using an HMGB1 antibody. Pre-incubation of the HMBG1 antibody with a specific blocking peptide abrogated the signal (+ BP). i-j) HMGB1 localizes to stroma cells surrounding follicles and to oocyte nuclei (brown, hematoxylin counterstain in (i), blue). k) This detection is inhibited with preincubation of the HMGB1 antibody with blocking peptide (+ BP). l) Confocal fluorescence image slice of follicle at day 2 of cultured for 2 days in 60° scaffold. Immunostaining for HMGB1 (green), counter-stained for actin (red) and DNA (blue). Oocyte is visible within the center of follicle (white arrow). m-n) Maximum intensity projection of confocal fluorescence image stacks of follicle cultured 6 days in 60° scaffold and immunostained with laminin (green), actin (red) and DNA (blue). Scale bars: a, b, d-j, i, l-m, 100 µm; c, 10 µm; j-k, 200 µm.
